DT40 cells
The indicated cell cultures were treated with DOX (50ng/ ml) or solvent control for 16 hours prior to harvest and analysis of Chk1 protein expression. Cell extract from wild-type DT40 cells is included for comparison. The levels of exogenous WT and mutant Chk1 protein expression were approximately 3-5 times greater than the level of endogenous Chk1. -actin serves as loading control.
B) G2 arrest induced by Chk1-CA mutants is associated with increased CDK1 tyrosine 15 (Y15) phosphorylation
The indicated cell cultures were treated with DOX (50ng/ ml) or solvent control for 16 hours prior to harvest and analysis of phospho-Y15 CDK1 by western blotting. -actin serves as loading control. Supplementary Fig. 2 Chk1 KA1 mutants induce cell cycle arrest in G2
3T cell cultures expressing Chk1 WT or the indicated mutants were treated for 16 hours with DOX or vehicle control, harvested, and analysed by flow cytometry for DNA content and phospho-serine 10 histone H3 (pH3) as shown in Fig. 3 . The percentage of G1, S, G2, and M phase cells was quantified by gating the two-dimensional plots. Supplementary Fig. 3 A) Chk1 catalytic activity is essential for G2 arrest induced by Chk1-CA mutants 3T cell cultures expressing the indicated mutants were treated for 16 hours with DOX or vehicle control, harvested, and analysed by flow cytometry for DNA content and phosphoserine 10 histone H3 (pH3) as shown in Fig. 4C . The percentage of G1, S, G2, and M phase cells was quantified by gating the two-dimensional plots.
B) Chk1 KA1 mutants do not require S345 phosphorylation for biological activity
3T cell cultures expressing the indicated mutants were treated for 16 hours with DOX or vehicle control, harvested, and analysed by flow cytometry for DNA content and phosphoserine 10 histone H3 (pH3) as shown in Fig. 5C . The percentage of G1, S, G2, and M phase cells was quantified by gating the two-dimensional plots.
